Rabbit haemorrhagic disease virus (RHDV, or GI.1), is a calicivirus in the genus Lagovirus 18 that has been widely utilised in Australia as a biological control agent for the management of 19 overabundant wild European rabbit (Oryctolagus cuniculus) populations since 1996.
Introduction 43
Rabbit haemorrhagic disease (RHD) is caused by pathogenic rabbit caliciviruses 44 belonging to the genus Lagovirus. RHD affects European rabbits of the genus Oryctolagus 45 and is characterised by a necrotising hepatitis leading to multi-organ failure and death, 46 frequently within 48-72 hours post-infection (Abrantes et al., 2012) . RHD was first reported in China in 1984 and was later recognised as being caused by the rabbit calicivirus GI.1 48 (previously referred to as Rabbit haemorrhagic disease virus or RHDV) (Liu et al., 1984, hares that had died of unknown causes were also analysed. These samples were submitted 137 to CSIRO for lagovirus testing either frozen or stored in an RNA stabilization solution 138 containing 10 mM EDTA, 12.5 mM sodium citrate, and 2.65 M ammonium sulfate pH 5.2.
139
Additional samples from healthy rabbits and hares were obtained from shot samples 140 collected as part of routine vertebrate pest control program and lagovirus serological 141 surveillance studies. Serological surveillance studies were conducted in the ACT and in 142 Victoria. Animals were shot from a vehicle using a 0.22 calibre rifle targeting the head or 143 chest. Sera and tissue samples (liver, duodenum, and bile) were collected post-mortem.
144
Collection of GI.4-positive samples was described previously (Mahar et al., 2016) on an Alpha Innotech FluorChem 8800 imaging system (Alpha Innotech, San Leandro, CA).
188
The specificity of the multiplex RT-PCR assay was tested using 79 known-positive 189 tissue samples for which the virus strain had previously been determined at the EMAI Table 2 . 
202

Standards for quantification of GI lagoviruses using qRT-PCR
qRT-PCR validation
Reactions were performed in duplicate and each run included a dilution series of full-237 length GI.1c transcript standards ranging from 1×10 8 copies/μl to 1×10 2 copies/μl for 238 quantification, a 'no template control' to detect contamination, and a positive control (stored was also amplified to confirm that RNA isolation was successful. Note that GI.1a-K5 RNA 700 was prepared from a purified virus preparation and thus no rabbit amplicon is present. 
